Summary &horbar; The purpose of this study was to determine whether the presence of bacterial endotoxin in the bovine serum albumin (BSA) 
(4th Franco-Czechoslovak Meeting, Prague 1990) Summary &horbar; The purpose of this study was to determine whether the presence of bacterial endotoxin in the bovine serum albumin (BSA) used to supplement media utilized for sperm preparation and co-culture of bovine sperm and oocytes affects in vitro penetration and embryonic development of oocytes matured in vitro. The chromogenic limulus amoebocyte lysate (LAL) test was used for quantification of the content of endotoxin. The proportion of penetrated ova was significantly greater (P > 0.0005) for the endotoxin-contaminated group (89%) versus the non-contaminated group (61!°), but this was probably not due to endotoxin contamination. The presence of endotoxin resulted in a high rate of polyspermy (27% versus 4%, respectively; P > 0.0005), while the occurrence of parthenogenetic activation was the same for each group (8%). The proportion of total embryos put into culture that developed to the blastocyst stage by day 8 was similar (30% and 26%) for the contaminated and non-contaminated group, respectively. Fifty-three and 69 %, respectively, hatched on day 10. These results suggest that endotoxin induces polyspermy, but has no adverse effect on embryonic development.
In vitro I cattle I embryo I endotoxin / LAL-test Résumé &horbar; Effet de la contamination du milieu par des endotoxines sur la fécondation ln (Nowotny, 1971; Culbertson Jr and Osburn, 1980) . To a lesser degree, the harmful effects of endotoxin on somatic cells in culture have been investigated (Freer and Arbuthnott, 1976; Silver, 1981 Recently, the exposure of human gametes to media contaminated by endotoxin resulted in a reduction in the number of successful pregnancies following fertilization in vitro, indicating that gametes are also negatively affected by endotoxin (Snyman and van der Merwe, 1986; Fishel et al, 1988 Ten selected and washed oocytes were placed into each 1 00-p droplet of oocyte maturation medium with an overlay of extracted and equilibrated paraffin oil. Incubation was for about 25 h at 39!C in an atmosphere of high humidity and 5% C0 2 in air. Subsequently, a portion of ova was fixed and assessed for completion of meiotic maturation (Suss et al, 1988) .
Conditions for fertilization in vitro
Following maturation the ova were randomly divided into 2 groups. Those in Group I were washed 3 times in modified Hepes buffered Tyrode's medium (Hepes-TALP), then once in IVF-TALP (Viuff et al, 1990 (detectable) per mg. For each group, the IVF-TALP contained 10 !g/mi heparin, 20 M c-penicillamine, 10 !M hypotaurine and 1 / eM epinephrine.
Frozen semen of 1 selected bull was used for fertilization. Upon thawing, the semen was divided between groups I and it and the spermatozoa were washed once in Sperm-TALP (Viuff et al, 1990) supplemented with either BSA-FAF or BSA-V, respectively, by centrifugation at 200 g for 10 min. This was followed by swim-up, in the appropriate Sperm-TALP medium, in a water bath set into the incubator (39°C). The swim-up procedure was perfo rmed as described by Parrish etal (1986 (Xu and Greve, 1988 (v/v) . These cultures were performed in 4-well plates with 1 ml cell suspension per well. After 18 h of culture, the BOEC were again washed 3 times in Hepes-TALP-BSA and once in embryo culture medium before placement of 2 j ui of pellet into each droplet of embryo culture medium.
Data were analyzed by x 2 using Yates adjustm ent for continuity (Box et al, 1978 The rate of penetration for ova exposed to endotoxin was significantly greater (P < 0.000 5) than for ova not exposed to endotoxin (89% and 61%, respectively). However, the proportion of ova with normal penetration was similar for each group due to the very high rate of polyspermy for ova exposed to endotoxin (27%; P < 0.000 5).
Exposure to endotoxin during culture without sperm did not induce parthenogen- (Lui et al, 1977) and is generally in the form of albumin supplement used by groups performing in vitro fertilization in cattle. First and Parrish (1987) (Silver, 1981 ) .
The rate of parthenogenetic activation in ova co-cultured with BOEC was comparable to that reported by Brackett et al (1989) and Suss et al (1990) (Snyman and Van der Merwe, 1986 ), particularly when the endotoxin level is > 1 ng/ml (Fishel et al, 1988 ).
In conclusion, our data indicated that the presence of endotoxin during sperm preparation and sperm oocyte co-culture results in an increased rate of polyspermy. Otherwise, no adverse effects of endotoxin were noted.
